[Abstract] In organello protein synthesis method allows the analysis of mitochondrial translation products. The principle of this method relies on incubation of isolated intact mitochondria with radiolabeled amino acids such as 35 S methionine. After protein synthesis, the radiolabeled translation products are subsequently separated by SDS polyacrylamide gel electrophoresis and analysed by autoradiography. For in organello analysis of protein synthesis, the isolated intact mitochondria must retain their bioenergetics capacity, and in consequence be fully functional and able to perform coupled respiration. This in turn requires a quick and gentle purification of mitochondria during their isolation.
5. Weigh 25 g youngest leaves harvested from 9-to 10-week-old Arabidopsis thaliana growing under short-day conditions (SD, 22 °C) per sample.
6. Sterilize leaves for 5 min in 10% cold chlorox solution. Then rinse the leaves 2-3 times for 1 min in cold sterile MiliQ water. Store leaves on ice, in dark.
Note: Store leaves in dark avoid activation of photosynthesis inside chloroplasts (which can hamper the isolation of purified mitochondria).
7. Put the leaves in 100 ml Grinding medium and cut the leaves with scissors. Then add 2.5 g of sterile sand (50-70 mesh particle size) and grind leaves energetically in a mortar for 30 sec.
8. Filter homogenate through four layers of Miracloth into a conical flask.
9. Transfer filtered homogenate (volume of Grinding medium + volume of grinding tissue) to 2 pre-chilled plastic centrifuge tubes (volume of tubes 90 ml).
10. Centrifuge for 5 min at 2,450 x g at 4 °C  pellets cell debris and nuclei (general scheme of isolation mitochondria is presented in Figure 1 ).
http://www.bio-protocol.org/e1157 13. Fill the tubes with 1x wash buffer with BSA and repeat centrifuge from steps 10-11 in order to pellet purified mitochondria.
14. In the meantime make PVP-40 gradients in pre-chilled centrifuge tubes (volume of tubes 30 ml) using a gradient former model 485 (see Figure 2) . 
